(1) Preparation of crude extract: -300 g fresh leaves were crushed in mortar pestle (kharal). Then, crushed leaves were squeezed through a fine muslin cloth and it was filtered. The crude extract was ready to use.
(2) Preparation of aqueous extract: -Aqueous extract of Tulsi leaves was obtained by grinding 200 g of fresh leaves of the plant with 100 mL of distilled water. The extract was sonicated and centrifuged at the rate of 10,000 rpm for 10 minutes. The supernatant was used for further studied. The protein was precipitated from this extract by using cold acetone.
(3) Preparation of acetone extract: -250 g fresh leaves were kept with 100 mL of acetone for 7 days at room temperature (25 0 C) in the dark. Then, the leaves were crushed and filtered through whatmann filter paper. The filtrate was sonicated and centrifuged at the rate of 10,000 rpm for 10 minutes. The supernatant was acetone extract. It was kept in the incubator at 30 0 C for 5 minutes, to evaporate the acetone. Thus, the acetone extract was prepared.
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(4) Eugenol oil by steam distillation: -The eugenol oil was extracted by steam distillation method described in material and methods chapter.
(5) Pure eugenol oil :-The pure eugenol was used for the further studied.
